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Wot, 



ffiliE#2 000-301398: 



i 1-02462 



(a) :7 0 n7*5 L >t&&im££&j|&£-e3Xg, 

(b) ^"D9^^>S^lcM^-&fb^S:a^t-&XS, €:*tf*«S. 
(a) tt^0#«Tt*^D 7 >t^n 7 f ^iistsi 

(c) SElHJfiKlfeWS V3K-*-JSfi**ltitSlS, £^&#&o 

mm. 

7] ^D7^f>§§MM^tM^tt§, fill 
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HgjK«Bifi^ftia«S!i*fettflii»ai^fl;iE5i»i. 

[f^ 2 o] yny^f>5:tM^i:t6, PPAR 7 

[fjN^2 1] ^n5^f>St»^tt6, C/EBPiS©«^«*m. 
[0 0 0 1] 

its. 

[0 0 0 2] 

£>*l*0^. Bgfl£M&. #ffittlffl**»iMIlfi (mltipotential mesenchmal st 
em cells) i:Pf biMfc-T So 
[0 0 0 3] 

tfdHtfc^&fcfc^^©^*^"^* (°- A - MacDougald and M.D. Lane 
(1995) Annu. Rev. Biochem. 64: 345-373; L. Fajas et al. (1998) Curr. Opi 
n. Cell Biol. 10: 165-173) . 3T3-Ll^>3T3-F422A»ije«iif©flllKI9KIIIJfi«S: 
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[0 0 0 4] 

C/EBP 775'J-*>Ajrfi LT33 *K lc # >f V - JBflfc 

(Dfc&KDU'f *s>i/yA- (leucine zipper) £DNA*£-&CDfc«>0>Jfc2£ttJ8£€: 
C/EBP7 7^ U ~ <D cf C/EBPa, 0, 8, fc^tfCHOP (Gaddl53) & 
fl&ffifl»ffiJ«3lft(adipogenesis)lcBB#UTV^*ifc*«ftI&tlTV^6 (F.T. Lin and 
M.D. Lane (1992) Genes Dev. 6: 533-544; S.O. Freytag et al., (1994) Gen 
es Dev. 8: 1654-1663; F.T. Lin and M.D. Lane (1994) Proc. Natl. Acad. Sc 
i. USA 91: 8757-8761; W.C. Yeh et al. (1995) Genes Dev. 9: 168-181; N. B 
atchvarova et al. (1995) EMBO J. 14: 4654-4661) . C/EBP /3 & J: tfC/EBP 5 m 

wkmTz-Lm&ftit<D®m^&^Tmmtfmm2tiz>i)K c/ebp« &&{£<di£w 

65ftWfC^3S3^SI#StlS (Z. Cao et al. (1991) Genes Dev. 5: 1538-1552) 
„ PPARySitfADD-ltt. m&<Dftik1fiMttKL'DtlTH&ifi18M't& (Tontonoz 
et al., 1994, Cell, 79 1147-1156; J.B. Kim and B.M. Spiegelman (1996) Ge 
nes Dev. 10: 1096-1107) . 3 tl *>C/EBP:7 7 ^ V - © O % 1 O SrM^T^tC^ 

, c/ebp 7 7 < y -mmfflm^&ftitanmftfflffim^T'&z tmx e>*i3„ 

S&^J^&S (Yeh et al. (1995) Genes Dev. 9: 168-181) „ C/EBP/3 © R 

S^fh**^ 7 (ftS»»fla) JB*#S:ja»»3Sa*Si:, 3T3-LlttB&©#ffc 
#BifF3*lS (Yeh et al. (1995) Genes Dev. 9: 168-181) „ C/EBPa fcHgjffiffi 
Jfi4Ht tcSSIft ^felTfe'J, C/EBP a©T>^-fe>* RNA©« p<3^ A iZ 
&VZ13-imffi(n%mffiMM^(Dftitj) v MmZtlZ> (F.T. Lin and M.D. Lane (19 
92) Genes Dev. 6: 533-544) . £ fcRMiZC/EBPa &#fgttH3£&#ffij&tC&ft 

(S.O. Freytag et al., (1994) Genes Dev. 8: 1654-1663; 
F.T. Lin and M.D. Lane (1994) Proc. Natl. Acad. Sci. USA 91: 8757-8761 



tfi!E4#2 O00-301398S 



1 1 -0 2 4 6~5 



) 0 CHOP (Gaddl53) teC/EBP a ^C/EBP 0 t. §& < 9 A V - U r*l£>C£>C/E 

BP^r >;\°?R#DNA'\^^1-££>£IEW1"£ (D. Ron and J.F. Habener (1992) 
Genes Dev. 6: 439-453) 0 %(D&%k. 3T3-LlM©flgfl£iM^<2£MbfcmW3 
(N. Batchvarova et al. (1995) EMBO J. 14: 4654-4661) „ 
[0 0 0 5] 

C/EBPa $r^«$-&feV^^li. ^-fefllJKM (brown adipose tissue; BAT) 
£ cfctfB&flHlfriM (white adipose tissue; WAT) #0HC^4>LT^£ (N.D 
Wang et al. (1995) Science 269: 1108-1112) „ £ £:C/EBP 0 t feli 8 £ 

||J:#;<aWAT0#^£;bTjWC^$i±£ (T. Tanaka et al. (1997) EMBO J. 1 
6: 7432-7443) „ £*UC*f LTC/EBP 0 £ <t 6 ©— M. J V V T V h 

(T. Tanaka et al. (1997) EMBO J. 16 : 7432-7443) „ 

[0 0 0 6] 

PPARr&y#> KlCkyfStt-ffcStlSStW^^^^SW^-^-^T^ U - 
JCMt" SK^H^'C&S (S.A. Kliewer et al. (1994) Proc. Natl. Acad. Sci 
. USA 91: 7355-7359; D.J. Mangelsdorf et al. (1995) Cell 83: 835-839) „ 

#|g'l^ra^^flS^c^v^TPPART ^mm^m^^ti. ppart ©u#>k 
It dfn^ u vy vary. £ tz.\$-?u TsZy^y s?>##T"efli 

jMJ^©#ft#3I£®^£*l3 (Tontonoz et al., 1994 Cell, 79 1147-1156 
; B.M. Forman et al. (1995) Cell 83: 803-812; S.A. Kliewer et al. (1995) 
Cell 83: 813-819) 0 BgiBillllJfiKlfc V%Ttt, PPAR t ttB§ffifflflS©#ffc£H5Si' 

£ ig ^ T *&£422/aP2. /fa^i; ym^J^^y^-f--^ (pepck 
) , &&TfVtf'7u-T>(yVrt—e (LPL) f ^ti^CDit 
^©^■rj^-^-lCta. PPARTlK^flPte^StlTV^S (Tontonoz et al., 1 
994 Genes and Dev. 8, 1224-1234; K. Schoonjans et al. (1996) EMBO J. 15: 
5336-5348) . isftfc ©Hlfcfr £>, PPAR y &BgMjMS&f- £ o £ 

^T&Sifctf^WbT^S. PPARr^^RfSoM^v^n^T 
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- Z/<DftltlZ%m J 3-LT^2>Z.£tfmb frlZZ tlt=. (M. Ricote et al. (1998) 
Nature 391: 79-82; C. Jiang et al. (1998) Nature 391: 82-86; L. Nagy et 
al. (1998) Cell 93: 229-240; P. Tontonoz et al. (1998) Cell 93: 241-252 

) o 

[0 0 0 7] 

$%^-y\V v zf-^V 7.-u^( i/yVvrt—^?- — ? & (P. 

Tontonoz et al. (1993) Mol. Cell. Biol. 13: 4753-4759) . 

3-Li©BiJKM^^Mt:ic fctf 6 ADD-ltf>#g3lri# - y ttPPAfi r £ <fc < UX 

. p?kKY<v>Minzimm. ^m^mm^nmmiz^xkw-mmmmiz^mmz 

-Br* fc, ppar r ?S^ba^#«TT#littW^^m^HlffiM^^Mfc$itS 

(J.B. Kim and B.M. Spiegelman (1996) Genes Dev. 10: 1096-1107) „ 
^m^ZLUZ. ADD-lCDb hfc^Ut r T°$>Z>*'rU-JVMfflmn%£&*>rt?M 
(SREBPl) It. =^^^7 t ^-^»^cHjgt-**'e : ^•©«I»K:BH■^L•Cv^s (C. 

Yokoyama et al. (1993) Cell 75: 187-197) „ 
[0 0 0 8] 

z.t:tfm*>nx^zi)K r*i*> <z5«^©^e^^#tg ^bik^s <t #/ * r=. it 
&mmm<D&<tK.i&t>tiit%<D'eiiZte^. BiMf&MrodHi: ©Micas 

frlZ-D^X*>&H/v£%lt>ftX^&\<\ 
[0 0 0 9] 

flgJ»|&ffi»JS3T3-Ll&BII!rMJte^^ftS"ftS*:«>K:»±, * $/fl&ifclfil«f (FBS) 
jt^}],^ y-f J- (methyl isobutylxanthine; MIX) , T^^r"^"^^ 
-Jy (dexamethasone; DEX) , £<fc t*>f V ifOBIM^Mfc^^^^ 
> (adipogenic hormones) MUt^-So - © "5 t>MIX&C/EBP jS £ £tf 6 £g§ 
»U DEmC/EBP6&3SS-r«£fc#&e>*lTV^ (Z- Cao et al. (1991) Gen 
es Dev. 5 : 1538-1552) t>\ flgJ»*ffllfi^®3Mb (adipogenesis) ©$JJBK:fcW 

ppar r (D^mmmiz m l t t*. s £ ^ £*£n tir v*. 
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[0 0 10] 

PPAR 7 ■RNA©»3S*«if©«J:^^1WfllStl«©^K:oV\Ttt, C/EBPjS <D±frifi 
PPART©»35tCEH^fe*BriBtt*«#iLe»n* (Z. Wu et al. (1996) Mol. Cel 
1. Biol. 16: 4128-4136; Z. Wu et al. (1995) Genes Dev. 9: 2350-2363) =fe> 
<D<D, in vivo ©HKfrfett, PPAR r #i§Jj|&C/EBP £ £ A< L T 

^ZL^a^^tl-CV^ (T. Tanaka et al. (1997) EMBO J. 16: 7432-7443) 

. ppaRt ©W#§^ftfeMIM^o«Wi^iit5^i:^ 

[0 0 11] 

mmttmvk v & t> t •? zmm) 
mt&f~®<Dm£.t£j3m. mmzmmmm^o^it^m^tz.itmW'r^^m 

[0 0 12] 

fflfflMJ-~£%> & 3 £ £ tlT V*SC/EBP!7 -«e^^3 J: JMM'v© 

3Hfc©0tfc 3&S3te : ?-T*&-& tiT vn^PPAR r Ife?©^$:itt§ @ 

^©SSSf&frvv -£©*§*, ^ S/H&^jfeHI (FBS) oT?fc*:7n 5 # 

^>#> ^3&< i:=fo#tg'ffiraH^«iCi3^T. C/EBP/S .fctfPPARr 

[0 0 13] 

*»93#e>tt, HHIfc, ^D7^f>^^M#^ftT (HP*.. PP 
AR r V i$y htf>#£T) T'#|gttra^MIS?:Si0m^Mt$ 

[0014] 

<fc PPAR r fS'ffift ® -?cd##T tc 33 ^ t #IBtt H3^*^J»©fl|jraj|Wje^<D#ft 
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[0 0 15] 

IP*., ^^#e>«, ^D^^fecfctfPPARr \Z&Z>i/>f-f')\stfMmhX. 
[0 0 16] 

[0 0 17] 

(2) s*>c ppAR7?sttM^#tTVA^, (i) izmm<Di,&. 

( 3 ) #IBttHi63&#imj«*W3fctt© ^ n 9 * ^ > L T V* <5 , 
(1) (2) CBiCiiS. 

(4) #|g^ra^^0jBS^NIH-3T3fflfiST'^S, (1) ~ (3) 

(5) mmmm<D&{tm&m*it&&&M*x9 v - 

fftttUfi£**«Xg, 

(b) KM^MSS^^^-fb^^ffi^^Xg, fc<fctf 

(6) ££fC, PPARr^ffiMltf&^LTV^ (5) ICIB*©#& 
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(5) (6) ICSB«©£&> 

(8) mffiMM^oftifrk. ISSIifcjglffilS, llttA©^{^| 

f*, (5) ^6 (7) ©HfftjWdffi#©#i£, 

(9) #IBttiaill*»<Hie^NIH-3T3j|Brifi > e»6, (5) ~ (8) ©V^ft 

(i o) %mMm^<DMmmmzt=.itftimmMzxz v -~y r-tzx 

( i 2) BiJKjiBieo^fcia^sfctt^ftffiJiffiis:^^ 

(b) ^u^^^yiL^u^^^y^mwh<D^^mm^\%wk^hit^ 
(i 3) aii»0Mi©^i!a*^*fc»4)-ftffi^&^^y-->^**ac 

J&# U T *g ttft 1" * 7 □ ^ - * - £ <£ US * © T % izm IS ft fc £ ft l/ sK - * 
-mte* S^tf ^ * * - S ftfciWJfi SrS^t SXS, 

(b) gM§£#U «tfeS**K *fcli8«8W*J:^n5i'f>SS«|S* 

(c) SiMJBC;l3tfSl/#-*-?Stt£fcffi*£Xg, Sr-g-tr*^ 
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d4) -7u?9 72/m.ww*:mitoi&£z.t&* mB&mmiHtmww. 

(15) ^D7?f>ftMII&l»i:t^ BgilBMftlSf 

(16) ^u^^^ymmtm^mM^-n-t^. mmmm^mmm. 

(i 7) 7u^9 3-y%m&tsmtwzmmf&ftt?z>. mmmm^imm 

(is) (5) (13) (D^-rtiiiHzmm^miz^ vmmv^z. m 
(is) :/De7^>£^M#tt-s, iiJteiiwie^-fiHEJiai, 

(2 0) :/n^**->£^a&jS#fc?-6, PPAR 7 ©2&3§!§§#3!k 

(2i) -?u^9?->$:M®i&ftii-?z>, cm? p (Dftmnmffl. 

(2 2) ^u^^^^(ommniy^±^mm^mm%v<\tym,-r^i^m 

[0 0 18] 

KfllJtfr&^/Tffcy, #ft:n*;i/^-tf>I?lc (lipogenesis) £gfrK(Hpolysis) 
[0 0 19] 

u ^ t^yzm^&z tit. ifim<D&<D$:m^^&z\£*) 

Bjffi7?2bZ> (Mifl Sigma *±^£>BRrc2*lT ^-5) 0 #-tBttra£&& 

1 0 miE# 2000-301 398 



#5p 1 1 —0 24 6^5 

\ 

[0 0 2 0] 

m^-to ffiZ-l£. B&ISttv^h>f> (placental lactogen) (Cohick et al . , 
Mol. Cell. Endocrinol. 1996, 116, 49-58) tf^tft,Z> 0 
[0 0 2 1] 

NIH-3T3«-efe-g>*\ BALB/c3T3. Swiss3T3£ if^^ffl «T|g e>*l5 0 #H 

£09 ic £ v \ x K^^l^*ffl AS &c n ^ > & ffiSSSI ^ n =y V 

it. tot, ^^«cD^%(c^v^xMv^e>4x<&^tei£iaiis^«^iNirj^». ^n^^ 

©»3Bi/^/i/«, Mill :7n9*^>§*ttaie*£*3feWtc*A*S3i:lc 

^ >^§ft£ n - K-T ScDNAfc-g'ttfgSi'** 2 - £0fl&lc#A-t£ d £: 
^t5„ #§gii^;Wi, Mv^^n^-^-^A^sat^ontr-Rfcif 
IC J; »J lti®t5 3 £. 1$*Smx $> Z> . 
[0 0 2 2] 

[0 0 2 3 ] 
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M^-(ipME18S^^^- (Mol. Cell. Biol. 8:466—472(1988)) . CMV promoter 

if^iSCfc Vffi? Z.hLtfi~t:fz & (Current protocols in Molecular Biology ed 
it. Ausubel et al. (1987) Publish. John Wiley & Sons. Section 11.4~11.1 

i) . &ffi&mm&ftmm^<D'<? #-#a&, mx.it. u>m*;i/^^^M 

Ss, (Current protocols in Molecular Biology, edit. Ausu 

bel et al. (1987) Publish. John Wiley & Sons. Section 9.1-9.9) , U tf? 
3L?*$.ym (GIBCO-BRL*±$g) % V>f ? UA yV^tiSB. >m&£<Dl5mz*fi 
t> Z-£tfnimT:~2bZ>i$> l/hn^-r^X^Mv^fe^^nrigT'^-S (Pear et al 
Proc. Natl. Acad. Sci. USA, 90, 8392-8396, 1993). 
[0 0 2 4] 

&nwnn&nm&a>PBW&i&£is-c\t. -mmz. v*/im (caif serum) 

fe^iflJL&DMEMigifetfJB^tiS. rSMfctgifelCtt. DEX, MIX, >f>^U> 

, ■jsixf^i/B^sm (FBS) ^ifOfigtelfl^Mt^^^^^^^inLfeDMEM 

[0 0 2 5] 

#trt6£#£L^ *iij6#9K:fe»sjte«ijfi^ft»**!i»^e»4 8itia 

ttyVfyyteZa^-Tl/VifyVity (Thiazolidinedione) ^ETYA, B 
RL49653, 15 deoxy-A 12,14-prostaglandine J2& £f##l:f P>*l£ 0 
[0 0 2 6] 
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[0 0 2 7] 
[0 0 2 8] 

^^y-n>^icfflVAS««l«»iibTl±. 092. tf* (#t#& 

[0 0 2 9] 



1 3 
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ffiftftftmiZ. nmz'&-oTfioZ£tf-eZZ> (Current protocol 
s in Molecular Biology edit. Ausubel et al. (1987) Publish. John Wiley & 
Sons. Section 11.12~11.13; Current protocols in Molecular Biology edit 
. Ausubel et al. (1987) Publish. John Wiley & Sons. Section 11.4~11.11; 

TFunctional transplant of megabase human immunoglobulin loci recapitul 
ates human antibody response in mice, Mendez, M.J et al.(1997) Nat. Genet. 1 
5:146-156j ; Methods in Enzymology 203, 99-121 (1991)) 0 
[0 0 3 0] 

titfeum tvT&y/itm^KMzm^z m.mmm^m £ s © t- it 

&<> ZtlbZn- K-T^cDNAS:, &ft<D-?U =y V ^>^§#:cDNA©^-£: MM 
[0 0 3 1 ] 

%3izmm2nt~£?iz. -fu^^^y^timmx'^m^mmmnmm^^y 
xzz. ^m^mm^nmmiiLxit. mnw4izmM<D£oiz, -fu^t^y 

izm&nmitftm-mtz> m&m.mtft&cMkzmA'tzz.iiib&ti) ztizz 
^t-ect^w^n? * <it^u^ * ^y^m^t^mxnmmm 

^^■^^mmcDmmzjz^T^m^mtf^^o 

[0 0 3 2] 

*mw<Dx# u -~y yjjmz&tt zgrm&mm&&MM®mffiMM'\<D<fr<it 
<D&mt. wx.it. Mmmiz&v &mB&<Dwmtteb%mtifjm<z>Mf&. mmom- 
mmt (fcftitxitmm^cDmmx&ztfftiktfmhji: < ^t^^x^x < & 

it, mnmzm^t-mmzj: vn? z.ttfxg2> B zbizmmznfrmmmz 



1 4 
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^ bT V> £ fr^Mfc 7 ;V AT;i/^tl K& £X H£«0i l-Red-0«£T?Sfi; 
felTl^5 0 BUM. 4"I4BIJK> nUXTU-Kx^TJVteEte^ifr&Kgit. 

-r-&z:i:t)origxs>€>= tin aP2, gpd 

, Adipsin (Cook et al., 1987 Science 237, 402-5) . leptin (MacDougald e 
t al., 1995 Proc Natl Acad Sci U S , 92 , 9034-7) & Etfmtf h *l£ = 0efi& 

mm^^t^mm-tsmm^t^xit. mz.it. ppar 7 , c/ebp/8, c/ebp8, 

C/EBPa, ADD-l&HtfWbtXSo 3*1 e>iafc^<Z)3g3!©^mte, l^¥l"<;i/X 
$>MJ — hm, RNase zfU'rZ i/3 >&&C<fc VMffi-tZ> 3 ttfT*% 
%> (Maniatis et al., Molecular Cloning, Cold Spring Harbor Laboratory),, 

[0 0 3 3] 
[0 0 3 4] 
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[0 0 3 5] 

(a) 7u?9*y&mftz.&&Wftt.&&Mi<i£&xm. fc<fctf (b) ^n? 

[0 0 3 6] 

»J, (a) ^M^©#^ETT^D^^^>i: 

^□7 j'f >g«#t SffiiStsig, fcitf (b) -?u5 9?-yz.'7u?9 

[0 0 3 7] 

l/TV*T*u iWJfc*®tc$|^3*fefc©-c&oT%»,fcv* 0 Mill 

[0 0 3 8] 

m -r & ? □ ^ - 9- - & <fc t>* -e © t j c m m m iz m & z ti t=. u # - # - m ^ & 



ajUE#2 000-301398 
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I 



[0 0 3 9] 

V^, fcfjUi, Aif^T > (casein) ^D=E-^- (Wakao, H. et al., EMBO J, 19 
94, 13: 2182-2191) & fc, l/sK-^-Jt^i: UTtt, 3*UC 

ISfllSStlfcV^ J}s^;i/;i/i/7x^-if (firefly luciferase) (Wakao, 
H. et al., EMBO J, 1994, 13: 2182-2191) jB^fcf&ftS. ifB^D^-*- 

[0 0 4 0] 

^mVT^£fflMl?&tl& ! &lZfflmZte^-t)\ MZ-tt. CH0 (Chinese hamster o 
vary) flUfijWtf&nS. 
[0 0 4 1 ] 

[0 0 4 2] 

y %mifr £ ft -t & i/ Pi- ;H£3£ & Mm -t £ - £ iz J: y igflSUBflSi^ © 3Mb £ tiBi * 

fctiiias-rs-ffc^*©^^**. #e>ixfc^*^isicii]is«ijfi©^bs:«a 

[0 0 4 3] 

. © 7. 9 v - - > v k. j; y # e> tifeflg fi&aijfi b =& res * ttiEJi-r s 
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Ml** SXjj-Jl (Thiazolidinedione) £0)j y y =l U >^*ttt«IM^3S[# 
mH<DWmiZj:2>>( yy=LV y&m&<D2 <Z>teZ>$tlWt>mmZft2> a Thiazolidi 
nedione^H&lfC J: * >f > 5/ a U ^fiJSttlBBfeO^frrtTCD^^Jj:*^^ 
tCjKlBStlTH&V^ 3T3L-lSlIlj&tCfeV\TTNF-a JC J:S>f >^ U > -HUH ©IB* 
&8¥Bfc"3"*£V*5$Re# c a&5 (Szalkowski D et al. Endocrinology 136: 1474- 
1481,1995). Thiazolidinedionep^«BgJKMIgm^e>Biffim^© 

U & /Lit 3 frMcD&mmMMcDMZm^t £ V^ ? S (o 

kuno A et al. J.Clin. Invest. 101 (6): 1354-61,1998). 
[0 0 4 4] 

$815! tt. ^H7^f>$:fM^ttS, PPARr ©»SiS§aMBIi3J:tfC/EB 

[0 0 4 5] 

tg^fe^o BiJK*iirjB&©^ft:s:«ff»L#*±iaffc^«tt, «i*&£iiNcfcv* 

[0 0 4 6] 

[§fe»J] 



ffl|E#2 000-301398c 



1 1 — 0 2 4 6 Z 5 



[0 0 4 7] 

C/EBPa, C/EBPj3. C/EBP8, PPAR 7 , aP2. fe^t^GPD cDNA£. /-"if^^n 
[0 0 4 8] 

T^^C/EBPa, 5' -ATGGAGTCGGCCGACTTCTACGAGGCGGAG-3' (SB^J#^ : 1) 
•^^^.C/EBP/S, 5' -ATGCACCGCCTGCTGGCCTGGGACGCAGCA-3' (®2#[## : 2) 
x^^^C/EBP6, 5' -ATGAGCGCCGCGCTTTTCAGCCTGGACAGC-3' (B8*J## : 3) 
•^^XPPARr, 5' -ATGGTTGACACAGAGATGCCATTCTGGCCC-3' (IBJ(I## : 4 ) 
x^*aP2, 5' -ATGTGTGATGCCTTTGTGGGAACCTGGAAG-3' (®J#J## : 5 ) 
V 1 ^^. GPD, 5' -ATGGCGTTTCAAAAGGCAGTGAAGGGGACT-3' (SW#f : 6) 
[0 0 4 9] 

flia&MS^cDNA^ >f ^ y - £ * v u - - y 2'? z> z. t iz & »; -f 7*? n - > 

£#fc 0 in vivo©-$J y ft 1_,&C J; »; lamda gt 22 phage }C D -> 

FpZLl©>f hi: LTBtf&bfeCGibco BRL) D 

[0 0 5 0] 

[^JUffifl] #l6ttli3i6*»«BJfe (NIH-3T3MSS) 33 «fc IF3T3-L1JHH& licriBiM 
©C/EBP/3 MRNA©^3KKl3tJaIi-^ , n9^^>Ol^» 

C/EBP/3 mRNACD$!3U£. MIX, Dex, >f>X'JX LPS. -f > # - U -f 3f >-l (I 

jbtfcF&tlTHS (S. Akira et al. (1990) EMBO J. 9: 1897-1906; Z. Cao et a 
1. (1991) Genes Dev. 5 : 1538-1552; R.W. Clarkson et al. (1995) Mol. End 
ocrinol. 9: 108-120) . :/D^*^>#, 3T3-LlBgft&ffjIg« 

(mit'M£-W2ZFftMMAy t? , JCRB9014) ^grm'&mmZk&MM (NIH-3T3M 
) (lltt/t>?, ##n^«H§-RCB0150) ©C/EBPjS mRNA©#§J|!£Si2*-t5 



1 9 



mSE#2 0 0 0- 3 0 1 3 9 8 J 
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[0 0 5 1] 

10%?i/mm (CS) (GIBCO BRLftM) S: c^tfDMEM ( H #£%W3fcmig) ^ 

iln^?;!/!^^:!^^^ io%*^ji&jBjfii» (fbs) , fesvA^ria 

lZ*k'?2&&£*3L-7aL>7 #-#&TfeL<li##&TT:7n^^> (Sigma 
*±) (DMZ^fc (37ng/ml, lllng/ml, 333ng/mU fcjctfl/ig/ml) $-£T3B#ra 
f£ffi$i±fc 0 -£tf>^ ^RNA^rifciR rp. Chomczynski and N. Sacchi, 1987, Ana 
1. Biochem. 162: 156-159j (D^miZ'&^xmML. 1 %7#n -X/2.2M 
A7;i/TtK>r*MMIf, ±Juy*y75ys\l&Lt=. (T. Maniatis et a 
1., 1989, Molecular Cloning: A Laboratory Manual, Second Edition, Cold S 
pring Harbor, New York, Cold Spring Harbor Laboratory Press) „ ^=f-\yy 
:7>-T*rRNA£g!-fe (D.L. Herrin and G.W. Schmidt (1988) Biotechniques 6: 
196-197, 199-200) U RNAtf) h =y y X 1 7 J: XfM^— Z*$>Z> Z. £ & 
511 US L/ fc. o 

[0 0 5 2] 

Boehringer MannheimftO^n h n-;WCt£V\ C/EBP/S cDNAfc^frpZLl £Eco 
RUCi: yfiilftU in vi tropic J: y DIG^/I/S tlfeRNA^n -^Srf^igLfc 
c f£|g£*i£7>^iz>;*RNA^n-:/$:Mv^ 8s#tf>:/u hzi-;i, (Boehrin 

ger Mannheim*!) tcfi£v\ / --If zf y #V if- *, 3 > SrJffo 

[0 0 5 3] 

AfeJ:^B}C^i-„ 3T3-LliMlC;J3^Tte, ^^f>M 
Ift&C/EBP/S mRNA©^t*^$ti^^ofe (H 1 A, ly->l~5) ?b\ MIX (0 
.5 mM) (l/->6) , Dex (1#M) (l/->7) , <fc tf-f > * 'J > (10/ig/ml) 
(l/->8) KIBBUTZ ^C#£r£*lT^£ #^T'3T3-L1HHBS{C^^ 
&C/EBP/S mRNA©$&3B£*l?3BUfc. FBS&C/EBP/3 mRNAOO^&cfjg^^if^ t 
MIX, DEX, *fctt>f >*y >lCjfc^£fc&*tt<£j&»ofc (b->9) 0 £ 

[0 0 5 4] 



ffitE# 2000-301398." 



1 1 -0 2 4 6 



, 3&m(Dmm&* tpnmwvB?B<D$m#mt&ztiit (bub, i/->n „ 

*©«iDfffS«>e>*lfc. :/n^*^>«£#333ng/«ltCfc5fc, C/EBP/3©^ 
*ttftfniC3£l/fe (SIB, V->4) „ MIXliC/EBP/S mRNA© l/^l/ £ 9 

9?'Z/£mMBlK.qamZ'&iz (t/->6) „ Dm»f>:*y c/ebpj8©c^i 

€:«aiLfc(l/-*>7^«kt;8). FBS&, 9 *^>«£tCttC/EBPj8 mRNA© 
[0 0 5 5] 

2 ] ?U^>7 ^ >»NIH-3T30figfe J:OTS&BfiSg*l5fia3T3-LlMflStC^ 

ppar7 ©&^&st^i-& 
mmmzc/EBPp tm^-t^^m^mm^mm^t. c/ebp/s © i/ 

©M«S:jB>tSi:PPAR7©»3K^?gtt'fbS4lSii:*<ftie>nTl^S (Z. Wu et a 
1. (1995) Genes Dev. 9: 2350-2363) 0 fit, 9 £ > ©S##PPAR 7 
©ISag&SSirrsfr&W^fc. 
[0 0 5 6] 

10%tf*/]foSN >T>^U> (10/tg/ml ) , DEX (1/iB) , £<fclKMIX (0.5 mM 
) «:-^tfDMEMtfiJC*S:3E J ffca*«;^e>^ , n7^^>&iIIik.. ziyy )V^y h\zte 
ofcM^48B#M^£-frfc= *fM£bT, 10%FBS, -f>*y>, DEX, fcitf 
MIX£-g-tfDMEM£, 3>7M>M:&ofe||A|C|^|$tt, PPAR 7 
mRNA©#S3!«MIX, DEX, J: tf>f U >©##£##•*-& (Z. Wu et al. (19 
96) Mol Cell Biol. 16: 4128-4136) ZLtl h 3 0©flll»tt]|6#*fcS8S*Jft/l/ 

=E> (adipogenic hormones) ©#ftTT*Hi?:fiofc 0 FBSIC 9 # ^ 

c^frl-S (R. Biswas and B.K. Vinderhaar (1987) Cancer Res. 47: 3509-3514 

[0 0 5 7] 

3T3-Ll^Hflgfc«fct>*NIH-3T3i5Jig^e 3 ^:RNA§:#ilL, PPAR 7 cRNA(T>^iz>X 

rna) &z?u— ~fh Lxffi&WEwp cornet mmt j --tf y?u y h$?#T 

2 1 ffi£E#2 0 0 0 - 3 0 1 3 9 8 : 
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ofco BI2 lC-e<D^m$r^-r o ^(Dffigk, PPARr nMkl$-7u<7t?y<Z>mi&& 

&mznmtstiT^z>zLttfwmist=. B 2ammmzzfu5t?'yrf&&i,tefr 

ofetCfeRfc^f, 3T3-Ll^J^Cfc^Tffil/^;i/(D PPARr mRNAtfgEfg^tifc ( 
02 A, 0 f«A^n7^f>^t§i:, PPARr mRNA4&$£> 

tCif^$tlfe (b->2~5) 0 10%FBSSr^"t?^Ji % 333ng/ml©y n ^ ^ ^ 
yZ^titBl&tmnm* PPARr mRNA^gfaiLk ( b- y 4 £ 6 £Jtfe<Z>£ t ) 
„ NIH-3T3|fflJBg{CfeV>T=b[BiaiC, ^13 =y V + >©/B*&#l$&PPAR r mRNAtf>f§ 
W3ofc(0 2B, 1/->1~5)„ L^L^^e,. ^D7^f>^fiTt 
tt, PPARr mRNA&^ffiStl&^ofc . 3T3-L1«£ |^#{C. 10%F 

BS(i333ng/ml(D^'n^^-5 : ->'i:|5l^|(Z)PPAR r £^ L (l/->4 

te^itmcDzt) „ -rfcfc>*>, rft&ciM&ifcKifc^T, yn^^>«ppAR 
r mRNA£i§#-t& i fc^fligLfe. 
[0 0 5 8] 

K^M3] £"ffc£tffi^<z>:7n 9 ^^>oS5inH:HiH-3T3j|liifi©fl|JKj|iiis^b 

rfU^f^h, ( ad ipogenic program) $:$&W}£1±£> 

T% NIH-3T3ttiB&fl!V^T, £#ffciftgK:£V>T»^<Z>ffr£&# (permissive co 
nditions) -e\ ^D^^^>#^T. #ft»l*S:f?ofc. 
[0 0 5 9] 

1" 3>;7;i/:n> MC^LfeMfc, 10%FBS. 1/ttM DEX, 0.5mM MIX, 

£J:tflO/ig/Bl>f >&-&tfDMEMK:«P%S:S!tftb& (O0g) 0 48&ISI& 

*gife£lO%FBS, 2.5#g/al>f >&-£tfDMElHC£SIU J^lB££lCigiS 

[0 0 6 0] 

flHft&M©^fv'-^-3t^^-^$>^aP2feJ:Ut^y-fen-;i/-3-U K 
& J f~}~ — 1i (GPD) cRNAlr^n--/^ LTMV^T, _tfH£: IH«i©#8cT y — !f > 



2 2 
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[0 0 6 1] 

ffiT*& aP2, -fen-;v-3-u >ift Fn^t-€ (gpd) ^(D^Mbv-*- 

[0 0 6 2] 

^Tl/D^>^^> (thiazolidinediones) £ LXj® ^tlS^^lltPPAR r 0) 
iAi5:WtH^tfe l J> B§ffiM^©#ft£!£<ffi3t1-& (B.M. Forman et a 
1. (1995) Cell 83: 803-812; J.M. Lehmann et al. (1995) J. Biol. Chem. 27 
0: 12953-12956) . hUif])9 x Jy (troglitazone) lZZLtl<b<Dit&%<D— IT* 
#!6ffiraai*»»IISS:flliISiWlfi^ftS-»*«*&±#S-tir* (J.M- Leh 
mann et al. (1995) J. Biol. Chem. 270: 12953-12956) D £©{t-&4iJ«:J8^T 

[0 0 6 3] 

10%FBS. 1/iH DHL 0.5 mM MIX, «fc tflO n g/mlj V > £-g-frDME 
MT'«$:48©ra-f >^ra^-M, * <D&4 > X V (2.5/ig/ml) „ 10%FBS 

[0 0 6 4] 

lCfeWSS*3f**"RNA»35<DNfraSiftS:^b"CV\S 0 C/EBPi3 mRNA© U^)l/lZ 
24l*iaje<fttCft*K:^b, 48^RIiS^^tl*«jKI»a*lfc (03. l/->2~3) . 
3B#:. 3&3i IClBTUfc (03, l/->4~7) . ;Hxe>©tt5Sta:3T3 



2 0 0 0- 



3 0 1 3 9 8 • 
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-LliiSfflg&'TMg§g$*l (Z. Cao et al. (1991) Genes Dev. 5: 1538-1552) 
fc— 3tLTV*fc. 2Bg£T*{i, C/EBP/S mRNAl//<;i/©7n5?^>&#lft&^ 
ft&SIfSStl&^ofc (U->2~3feJ:Ot8~9«:jt«c©rfc) . U^L3 0BJ£< 
^D^^5 1 >^#^-r-5i:> C/EBP/S mRNAtt^<e>^KV^U"< J fl/K:|tl#S 
ftSifctfWijBbfc (l^-^4~7feJ:mo~l3S:Jt«©ii:) . 
[0 0 6 5] 

C/EBP8 cRNA$:^n-^i:LT±fai:l^#{CLTy-if>^n^ hflMff 

seofens*. c/EBP8 mwk0u*fr%mmm^<D&ibmm£PkKTtstL*). 2 

HBWvM/^^/JClll^Stlfe (S3. l/->2~3) o LfrbSBBCWu C/EBP 
8 ■RNAittMKHBTl/, *©«fcm£&£fcffi$*l*a*ofc. 3T3-L 
l»JB^««Snfelt*i:*fflg»T?»S. 3T3-Ll«HlfiTfli, C/EBP 8 mRNAfcUHH 
HvM/^/btCfctfStU "€-©lfe«C»»CffiTbTfT< (Z. Cao et al. (1991) Gen 
es Dev. 5: 1538-1552) . *y 9?l/<DMMtZ£<S>C/WP 6 mRNA W<JH/<Dm fi 
JWS^ttfcffiStlfcfrofc (H3, l/->2~3fc«fct^8~13$:Jt^©3i:) „ 
[0 0 6 6] 

3T3-LliimBlC;l3^Ttt, PPAR y mRNA l/^^/tt<Hlfi©^b»C <fc V _h#"T -5 3 £ 
#&S>*lT^S (Tontonoz, 1994 Cell 79 1147-1156). NIH-3T3$HjBiT% 
£ fctfjSCLSfrJf^fr&W'**:. PPAR r mRNA*l±, MIX, DEX, &<fctf-f>:*>; 

«A56c«^ofe (i/->i—7) . -entc^LT, •7u5t?-yZigmztoz.t=. 

&^&®<Dls^?blZ3T3-LimM£ft<Z£fr& i )&i<^t>\ 2HS©PPARr 
mfm<DftmtM83lC.mi]UL, 10 0 (U->3, 9. 8-13) 0 

[0 0 6 7] 

^D7^f>ici yc/EBP/s ««gi^stifcii:^e>, c/ebp^t^ u-kub^* 

%t>— OCD<E^H-?-T»*>SC/EBPo aSM<D'?U5 9?-y<D&Wl&m'<it. C/EBP 
a cRNA (T>^-fe>XRNA) ^^n-^JCfflV^t, _hfS£ USSIC y — if >^"0 y 
h#*T«:*Tofc*§*, BufHi:ll^(Z)^#{Cfe^T, C/EBP a mRNAJ£^ffi£ 

CIOZfcHU C/EBP ,8 mRNA^MmKllC^-rS^ttr^^MlCjS^ 
St"f * (Z. Wu et al. (1995) Genes Dev. 9: 2350-2363) „ 



2 4 
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[0 0 6 8] 

Lfc (H3) . yn^^^>^#^ETT*t), aP2 «RNAtt3BB 3^610 0B**e« 

iot, aP2»^©^iiit^$tlfe (S3, l/->4~7£imo~13£ifc]K 

□ 9*^>##£T*Ctt, GPD *mttfcffl3*l£frofc. h^V^U^ 
&TXl$. GPD mRNAl£8B glCffi^U 10 0 @ * t <D&te*B1n b (03, 1/ 
->12fe<fcm3) . 4HfcfB»8 H^lC«-^|5©m**^n-7^^>fe«fct>*hD^ 

[0 0 6 9] 

4-1) 

yn^i'f^ 5f ^NIH-3T3JWJB £ HI MflS^SII- *«27#fc*©#&«ff 
F^a^^g&ttHtte^ (PR) (Shirota Met al., 1990, Mol. 
Endocrinol., 4, 1136-1143; ^>fX, -■£/!/ 7 U - F V V t: ^ - $/ V - $f 
$Zffi(DDr. Roland Ball i: U#t^) £pME18S (Mol. Cell. Biol. 8:466—472(198 
8)) s\m&i&&. %7fV( J/>fttl&fS:3- K-T5pSV2neo (Clontech) £ 
$k\Z TlipofectAMINE PLUS (GIBC0 BRL) J &M^T38#©ttl8»Ki)£v\NIH-3T3 
*Wft^S£JfeKlh9>^7x^ hbfe. ^ffrteKlliPRSr-^tf^^^ F8#gfcpSV2 
neo 0.4/is£:20jtil©PLUSf*|| (GIBC0 BRL) £30*1 l(7)lipofectAMINE (GIBCO BR 
L) £&tZ. 1.5ml©0PTI-MEM I (GIBCO BRL) fpXM^X30^m^ >*=l ^- F 
UfcSL 8ml©0PTI-MEM Ifcfln*.fc. 1 B ifflClOcm-^ >f y i/zL(C8X 10%SS©^ 
T?$V>fcttIIS&0PTI-MEM IT?ffi?*U DNAS:^t?4fe<Da^?ftfejfjD^.fe. 3ISI8I371C 
T'>f>^a^-Mm 10%jES^2/Jfil»S:^tfDMEM^24l©ra«ilL, 
0.4«g/«l©G418T?jS#lLfc. ^li:LT, * #"7 >f (pSV2neo) 



2 5 



ffiSE4f 2 000-301398 
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(Dfr*MALfcMffi%MlRLfco h5>X7x^^t> Mil40 KG418#&Tl:^ 
ltt^D->?:3D--MStfe D G418ffiM$nd --Sr^^M ( 
60~70/-r>f v 1/=l) -^tfx>f ^e/i^l/ig/mlO^n^^^^^-g-tftuiiCD^fF 

1*v lOBfgin situT^b$-&fe„ AftlfttCW:, *«*\ 10%FBS. 
l^M DEX, 0.5 mM MIX. 10/i g/ml>f U <k tfl fig/mlftzfU =y # > £ 

^tMMOT?fflIg&48l$IB>f>3pa./<- J> U o^T?>f U > (2.5*ig/ml) , 1 
0%FBS, 5/tMtf) hD^'J fc«fcm/ig/ml©:/n^^>&^&DMEM (& 

[0 0 7 0] 

tfPBST'S^U 0il-Red-0T?SfefiLTBgJffiiWJB^©S5«l Gmftft^OflglBrffi®* 
It) £11^ Lfc (A. Preece (1972) "Manual for histologic technicians", Bos 
ton, MA.: Little, Brown, and Co.) D ^JV^ y fc <fc ZfflWHDm fCte, SIM?^ 

mmhr\,^z>z.ti>K oii-Red-o tfH&ic^yanBStifc (nn^-cfis o%RJt 

o 

[0 0 7 1] 

S*lfcG418©tt=in--at0^fff-T?*S 0 4Hfcnn^-8tfct, Oil-Red-0 
T?5 0%«±««l6feS4T,fe3nr:-R^fes o BgJ»*ffJte#ifr&*S v% 



2 6 



£ftSE4f 2000-301398: 



#5]Z 1 1 — 024625 



<-D;fr©na--#&o£2>\ Oil-Red-0*£&lC <fc »J39< Lfrlfe&Stifcfrofc 
[0 0 7 2] 

UK ll 





in situ 3D — - 














pSV2neo 


232 


5 


2.1 


PR+pSV2neo 


213 


24 


11.3 



[0 0 7 3] 
[0 0 7 4] 

4-2) 

flgj»i|iHilB#fc©^^ 
83BiRK:J:»;#«lb, 20, ooojbU:©*o 8fflJ6Tftt^n5^f > 

IC J: y C/EBP jB J5 <fc PPAR r mRNA^S§^ S tltc Z. H P>, £ tl & ©itted^^© 
y a ^ # ^ >JSMU5M£ SJilBOJWllSTfW^fc. 
[0 0 7 5] 

n>7fr*>hK&Ltzmfe&10%V*/lk ! m (CS) £l^frDME}l{C:/tl^?^> 
E*£*IK>bfc#&iII;^ 3fiFra^*bfe 0 £RNA£if£SitU y—tfS/^Dy 
b^fft-J: U C/EBP 0 mRNA£^#fbfco 
[0 0 7 6] 



2 000-301398: 
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nm<D. M*flc#l$&C/EBP/3 ■mCD$$S#«&S;ft,fc (01fe«J:tfH4A % U 
->1~5) 0 :/n^*^>S£#|g^j»ireB:, -7u?9<?y\<Dt&&&ifil: 
»JiS*ofc. (04 A. U->6~10) „ 
[0 0 7 7] 

ft^lc. PPARr ■RNAJC2fe^-r^n9^^>©i^#*»i8/<fc. iO%*S/ifiti» (c 

S) , 10/tg/ml>f U 1/iM DEX, £ £^0.5 mM MIX£-£t?DMEMlC:/n 9 * 

MM«feJ:tJ f yn^^^>^#|g^M^e>RNAS:Migb, ^ - f>^n»; 

#l$&PPARr rtNA©»3B*MH85Stlfc (Bf 2 B£ <fc tfgf4 B, 1/->1~5) . 3 
tl&Kl^n^^^^S^SIimfl&tC^S-SfeaWlfi^Tti, PPAR 7 mRNA^ 
fC*f f Z> 9 * ^ >©«Stttf #tttcft £ ofc l~5fe <fc 6~10£J£ 

[0 0 7 8] 

04CJC:atLfecfce> JC, S*fflJ^T?&-5NIH-3T3fe«ktK3T3-Ll^J8aTli, :7n9* 
[0 0 7 9] 

^"n^^^^^^OMmW^^^^PPARr mRNA^i: 0C/EBP/3 mRNA©38 

■f, 10%FBS. 1 yet M DEX, 0.5 mM MIX. iS&ZflQ fig/mlj yx U > £-£t?DMEMfC 
#ifi«:2£g| (0BB) U 48^ra-f >^r^/<- h Lfcffc, -f>XU> (2.5yetg/m 
1) , 10%FBS£±UC5#M© h O * l/> fc^&DMEM Ot^If SSM&ifi) t3C^L 
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[0 0 8 0] 

*-m.&&<oj-vy7uv bMffiizzvm^z. (hs) . ttmmmz&^xiz 

^n7^^>#^ETlCfcVNT, 30^&CC/EBP0 mRNA#g3§m, mmfc<D&& (0 
3) tmWkiz. fcir>&C±#L£ (0 5 A) „ >fn7^f>^Ml»MT' 
:/n^#^>#£TfCfc^T> #fC30 gKC/EBPjS ■RNA©_fc#j5<tt!KS*l 

V^^l/^jWfcJlfc,, C/EBP6 mRNAfCO Mu ^iMfciMitCfe V^T , 

;i/A£J:tfB. I^->9~11) „ aP2 mRNA&MMJSSgNC^T, 3BglCtt&ffi£*l 
tz. (U->4) c 7n^*^>©*j&HK:j:»JaP2 ■RNA38JKtt3ft<igftffcS*lfc ( 
/\°*;i/A£<J:tfB, I/- >9~ll£ itm<DZ£.) . ^nv^^>S^##g^^ 

i*/iMftffl3*i&#ofc (A*;bA, i/->6) *\ :/a^?^>#&T-£80 Bizz 

Ttt, :/D^^>##£T"e&GPD ■RNAtttftfBStlfcjfrofc (A*;i/B,l/-> 
1—6) #\ ^0^^^>©»C £ *JGPD MRNAfNItfJB&SfU 50 gtC&GPD m 
RNAtflfefflStU 8HB(CliJglCffiDbfe (H 5 B, V- >10fe AtKll) . ftl©J3|jte 
M^MbTOV-^-it^Tfe^C/EBPa^r^^i/> (adipsin) <5«3E|tt8 

[0 0 8 1] 

&^JCiWjfi©3Mb£«ttttT«*L&. T4-1) j illSI^tCSiitem^^ 
ifiTflO 0 |3T&*£. ^ >^ttf§3IM3¥fc J: MUM^Oi 1-Red- 

0 7?MbttI5, **"7^f i/>Wttit^©^$:*AUfe*fMBg^(i (7 
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1%J^T, 06, Neo ££15^12) „ 3*1 f)0lJgi:yD ^ ? SrSSfln-T & £ 

06, Neo+prolactin, £2). ^^S/S^tt&IB^SailljlS&B** 

glfc^ZLU m&3m%:WmLf=. (EI 6, Neo+PR+prolactin ££0^2) 0 $.t=. 
i©»ffi»T?%^n^^^>*#«ETT?tt^b*©fiT*«*e>tlfe (5%, 0 6 
, Neo+PR, ^2) „ 3©3 t»NIH-3T3^©figfl5«B^©^^^^^-ft;©fc«?) 

ity°u ? v * ygmft&mmmzfr y *e < -ea>s5tt-ffc*«<&in?»s z: t * 

ZfU=y^ "f-y&^Vtikte^ I3h7>77i^i/H>L fcG-418ffiH3MS©13~2 
[0 0 8 2] 

[*2] 



;i/ L £ * n - >©4Hfc r v -fe >f 



pSV2neo 


<1 


pSV2neo+pr o 1 act i n 


4±1 


PR+pSV2neo 


5±2 


PR+pSV2neo+prolactin 


18±5 



[0 0 8 3] 

JS^ tcM fcftS & ^ L T V n £ ^ t tfm u a *i „ 
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[0 0 8 4] 
[0 0 8 5] 

SEQUENCE LISTING 

<110> Helix Research Institute 

<120> Methods for inducing adipocyte differentiation, 
and chemicals which control adipocyte 
differentiation and methods for screening them. 

<130> Hl-007 

<140> 
<141> 

<160> 6 

<210> 1 
<211> 30 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an 

artificially synthesized primer sequence 

<400> 1 

atggagtcgg ccgacttcta cgaggcggag 

<210> 2 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an 

artificially synthesized primer sequence 

<400> 2 

atgcaccgcc tgctggcctg ggacgcagca 

<210> 3 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an 

artificially synthesized primer sequence 

3 2 



30 



30 
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4f 3* 1 1-0 2 4 6 



<400> 3 

atgagcgccg cgcttttcag cctggacagc 

<210> 4 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an 

artificially synthesized primer sequence 

<400> 4 

atggttgaca cagagatgcc attctggccc 

<210> 5 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an 
artificially synthesized primer sequence 

<400> 5 

atgtgtgatg cctttgtggg aacctggaag 



<210> 6 
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<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: an 

artificially synthesized primer sequence 

<400> 6 

atggcgtttc aaaaggcagt gaaggggact 30 



[hi] 

$^^^fti7x^$- fCfc-S, 313-UMffi, (A) £ J: tfNIH-3T3jM (B) iC 
£#£C/EBPi8 mMk(Dmm>*:m-tm'V%>Z>. 

tit (CS) -g-^DMEM (U->1~8) % *fcttlO%FBS ( V i/fl&jEjM) -g^DMEM ( 
l/->9) T?3l$|SI#*Lfc. iWJte#e>£m£W»!U y -if y h /W •? 

U #>f if-S/aS/tCJ: »JC/EBP/B ®38JB«:W«fc. #l/~>lCtt^J|(8/i»/l/- 

a:*$r-fcU l^->2~5tt-?-tl-? 5 4x37ng/ml > lllng/ml, 333ng/mK fe^tfl/* 
g/ml©^n^^^>. I/— >6 (M) &0.5mM MIX, l/->7 (D) ttl/tMDEX, 1/ 

->8 (i) movg/nU>xvy*M7Lfrffi%k*m-?o 

[02] 

3T3-Llffljg (A) £<fctfNIH-3T3iiM (B) ^ * ^ >CDM*^# 

ft&PPARr ■RNA©fl§3*&a*-r0T?&S„ 

3>7;i/X> hlzmVf=.Ml&$:10%Vi/lf!im (CS) % ^>^VX DEX. fed; 
t>*MIX£-£&DMEMfC, ^n^^^>$:M*^it^L^^e>Anx., 48©IBI«#Lfc( 
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1 1-0 24 6 2 5 

1/->1~5). MMt bT, hic^U^Mii5:10%FBS. -f>*l>> 

, DEX. fe.tt^MIX^-g-^DMEM-e^bfe (U-l/6) „ ^*<Z)£RNA (4/tg/L/- 

>&b> l^->2~5li J €-tl J € ? tl37ng/ml, lllng/ml, 333ng/ml, £ £ tfl M g/ml£> 

Ll RNA<Z>#-£ta3£\ NIH-3T3 RNA<£>«-&&10# t b£ 0 
[03] 

NIH-3T3M(£BgJMfl&&Mb7°a AlC £ :7°n v > fcaVT 0 

3>^^/X> Mc3ibfc0fl&£> 10%FBS. -f>*U>. DEX, itfMIXfc-g- 
tfDMEMlCfe <^T» l/ig/ml©^nv^^->#«T (P) £fctt###T(None)-e48 
HfrlSttMIU -e©^5/iM hn^U#^>, 2.5/tg/ml-f >;*U £<fctflO%FB 
Sfc-^tfDMEMCfcV^, 1 fig/ml<DZfU 5? ^>##T (P) * tt###T (None 
bfc. 4MfcSS#SU b£B ft (days) lC-£RNA£«tb. &U-yizm 
4(3/tig)©RNA$:^ci&by-if >>^n y h/W^V *V H— 1/ a > K £ »JHa«U 

[04] 

NIH-STSjWIfiKl^n^^^^S^SrlimWJC^S-ftfelB^©. C/EBP0&J: 
tfPPARr ■RNA»#(Z)«Stt©±#S:^1*BnffeS- 

P SV2neo<D » (Neo) , ^fe«^D^^^> ^ * * ~ £ pSV2neo # tC ( 

PR). NIH-3T30jBg^h^>^^x^>>a>bfc„ 

(A) : 3> 7^/31 > MC3SLfcfflflSS:10%^S/Jlilfll (CS) &-£tfDMHHC7*n 
:7 Lfctf&iH*.. 3B#fTO*b£(l'->l~5> 6~10) o £ 
RNA&MU #l/->fc«(30g)0>m&*S&b -if >7n ? WW 7*'J # 
>f 1?-$/a >&C<fc UC/EBP0 mRKA^Mbfc I/ — > 1 <fc t^6 7° O ^7 

b, l/->2j3J;y ? 7«37ng/ml©yn ^^^>> 1/ — >3£ J: t>millng/ml©7° 
n^^^>, l^->4£<fc£>*9te333ng/ml©:/n^^^>> >5i3 .fctflOlil n 

(B) :10%9S/Jfin# (CS) . -f>J*y>, DEX> £ <fc tfMIXfc-^tfDMEMlC 7ci 



2000-301398 
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MMZig^L&tfbMB&lZtQ^ 48^ra^#Lfe(l/->l~5. 6~ 
10) o ^M<D±RM (2/ig/U-» (DJ-^y^fUv h^tfflCj: UPPARt mRNAfc 

t$ m «mrna X- m c tc l £ o 

(C) : ^n^^S^ftae-J-o^-ifS'^'ny h &**tHT& 
So #U->JC2/*g©£RNA&»JfrLfc. U—yi li3T3-LlMflS©RNA, V->3& 
NIH-3T3iM©RNA. b->3tt*;fv>f ^>W&»te^££^tC3g3i^£NIH-3T3 

^fc^lCfg^l" SMYRNA© 7 -if >y h^«f©^S:^-r o 

[05] 

££"??ig*U yD7?f>&L (None) &fr\tlfig/ml(Z)7U5t>?y (P) & 
. # I/- > JC (3 /tig) ORNAfcgfcJ&L J --if >^Dy IwW #V 1f- a 

>K:j:yiijteiiiijffi[4f»»a'e : ?-o»3S€:#«fbfc. U) ti*>rv>f 
ry&mftMfc^z&mzmm^&mmmv&gkitmi-* 

[06] 

*;*V>f S/^BfttjUg^CD* (Neo) t^^n^^^flsfc^tCfNeo+PR 
)»3B"r*NIH-3T3|Blfi»0«tt«|^Jj;7?fe« D 

^tcat^^#AStifeM$:zi>7;i/x> hic^-t^^r^#L, l^g/m 
I©^n 5 i' f T ti L < lt#4T (+prolactin£*fB)-e, *ft^ft&V* 

fF^ff-eiOHK^»Lfe„ -€-(3D|feaillSS:H^U, Oil-Red-OTSg^Lfco ~fU 
5??-y%mfoZ:3%m-rZ>MMT*lt. mmtffKteV. Oil-Red-OfCcfcUlSK^ 
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[El] 

A. 3T3-L1 



0® 



M D I FBS 





M D I FBS 



123456789 




1 
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1 1 — 024625 




FBS 



1 2 3 4 5 6 




B.NIH3T3 



FBS 




[S3] 



None 



0 1 2358 10 12358 10 (days) 
% |gf: |P f# «ep ^^Illfclp <WI *m *** m% C/EBPp 

C/EBP5 



- : .a PPARy 

m^im aP2 

fefe' >■> GPD 



1 2 3 4 5 6 7 8 9 10 11 12 13 



- *2p §pt ^> ;gS> ^ -V ^ 

- ' ££l £i£ j^. .jgfrJ-. J^.. 




28S 
*• 18S 
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[04] 



Neo 




12345 6789 10 

mmigimm 28s mmmmm 
■m m *e *m m 1 8S «* ^ m*0<-m 



B. 



Neo 





18S 



c. 



PR 



12 3 4 



M 28S 



3 
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[05] 



A. 



None 



B. 



None 



01235812358 012358 12358 (days) 

"* ftp* *»m— ** w «■ w «i cyEBPp 



C/EBP5 



PPAR-y 

aP2 

GPD 



123456789 10 11 



123456 789 10 11 



fff 28S #4 



ftlJZ' ■*^ r . */g& 

18S 




4 



Jt}|£#2 000-301398 



1 1 — 024625 



m 0 A 



[59705974 2] 
1. |SI¥HH 1 9 9 7^ 4J5 2 8 B 

ft m ^ag**3£anfc&aiP 1 5 a 2**13 
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